A thin-layer chromatographic assay method for the separation and determination of ampicillin and cloxacillin when present as a mixture was developed using a bioautographic technique.
The measurement of the diameters of the inhibition zone was used as the means of quantitation.
This method was useful for the separate determination of ampicillin and cloxacillin in the serum or urine from the animal or human subject administered with both penicillins.
Methods and Results

Samples of Body Fluids
Prior to the application to thin-layer chromatography (TLC), the samples were pretreated as follows : (a) Serum: One ml ofethanol wasadded to 0.5 ml of each serum sample, and was stirred well.
The mixture was centrifuged at 1,000xg
for 10 minutes to obtain supernatants for the assay. An example of the bioautograms is shown in Fig. 2 . The diameters of the inhibition zones of the standard solutions were plotted against the amount of each penicillin on semilogarithmic paper (Fig. 3) . The accuracy of this method was checked by the use of an authentic sample in the buffer or serum. When each sample was run in triplicate, the error was estimated to be less than 10%. 
